Apoptosis detection by staining with annexin V-FITC and propidium iodide
Flow cytometry is the technique of choice for the quantitative measurement of apoptosis. By using propidium iodide (PI) (Sigma-Aldrich) in combination with fluorescein isothiocyanatelabeled annexin V (annexin V-FITC) (Sigma-Aldrich), apoptotic, viable, and dead cells can be readily distinguished. In this study, MCF-7 cells were used to test the apoptotic activities of the isolated compounds. Adriamycin (a widely used anticancer drug; Sigma-Aldrich, catalog No. D1317) was used as the positive control. The cells were seeded at 1  10 6 cells per dish. After 24 h preincubation, the cells were exposed to compounds for 
Cell cycle analysis
After a period of exposure (24 h or 48 h) to the isolated compounds 1 or 2 or to the positive control compound adriamycin, the MCF-7 cells were harvested, centrifuged at 1500 rpm, and fixed in cold 75% ethanol at 4 C overnight. After washing once with D-Hanks solution, 400
L RNase (100 g/mL) was added and incubated for 10 min at 37 C. This was followed by addition of 400 L of PI solution (20 g/mL), and the incubation was continued for another 10 min at 37 C. An additional 500 L of D-Hanks solution was used to dilute the cell suspension in each tube for testing. 
